Abstract
Introduction
Hepatitis A virus (HAV) is transmitted through the fecal-oral route either by direct contact with an infectious person or by ingestion of contaminated food or water [1] . According to the World Health Organization (WHO) estimation, HAV infection caused 3.7 million illnesses and 28,000 deaths in 2010 with differences observed in regions of different endemicities around the world [2] . In the developing countries in Asia, Africa, Central and South Americas, and Oceania, most HAV infections occur in childhood and the seroprevalence before teenage ranges from 63% to 94% [3, 4] . In contrast, the overall HAV seroprevalence is less than 15% among the adolescents in the North America, Europe, and Australia [5] .
The correlation between the HIV and HAV infection varies according to the local HIV and HAV epidemiology [6] . In the countries of high HAV endemicity, no significant difference of HAV seroprevalence was observed between HIV-positive and HIV-negative individuals [7] . In contrast, HIV-positive patients usually have a higher HAV seroprevalence than their HIV-negative counterparts in the developed countries of low HAV endemicity [8, 9] . Certain sexual behaviors associated with risk groups for HIV transmission may also increase the risk for HAV transmission, including oral-anal sex [10] and percutaneous exposure to contaminated illicit drugs or injecting equipment [11] . Those risky behaviors may facilitate the emergence of acute hepatitis A outbreaks in countries of low HAV endemicity because of an increasing number of susceptible hosts. For example, injecting drug users (IDUs) in countries with better health and hygiene conditions usually have higher HAV seroprevalence than the general population [12] [13] [14] [15] , and acute HAV infection among IDUs may be associated with a higher fatality rate due to co-infections with hepatitis B virus (HBV) or hepatitis C virus (HCV) [11] . On the other hand, outbreaks of acute HAV infection among men who have sex with men (MSM) emerged in recent years across several European countries and the UK [16] [17] [18] . The outbreaks were linked to risky sexual contacts and increased international travel and susceptible hosts, especially in young adults with low adherence to recommended HAV vaccination [6, 17] . Taiwan used to be endemic for HAV infection; seroepidemiologic studies in the 1980s revealed that more than 90% of Taiwanese became HAV-seropositive by the age of 20 years and the rates increased with age [19] [20] [21] . With the improvement of sanitation and hygiene and implementation of vaccination program for children in counties of high endemicity for HAV infection, HAV seroprevalence has significantly declined and less than 10% of teenagers were positive for anti-HAV antibodies in 1998 [22] . Among the HIV-positive patients, a study by Sun et al between 2004 and 2007 , when an outbreak of HIV infection was occurring among IDUs in Taiwan, revealed a higher HAV seroprevalence (60.9%) among HIV-positive patients than HIV-negative individuals seeking health check-ups (48.0%); and injection drug use and age were identified as the independent factors associated with HAV seropositivity [9] .
However, the HIV epidemic has significantly changed in recent years in Taiwan. The proportion of IDUs among the newly diagnosed HIV-positive patients declined rapidly with the successful, sustained implementation of harm reduction program since 2004-2005 [23-25] ; instead, the number of young HIV-positive MSM increased steadily and MSM has again become the major risk group for HIV transmission. The increasing number of susceptible host who have a low adherence to the recommendations of HAV vaccination has laid the fertile ground for an outbreak of acute hepatitis A to occur in Taiwan in June 2015 [26] [27] [28] . Furthermore, the outbreak strain in Taiwan appeared to be genetically linked to the strain that caused the recent outbreak of acute hepatitis A in Europe [17] .
In this study, we aimed to examine the evolution of HAV seroepidemiology and identify the associated factors with HAV infection among HIV-positive Taiwanese patients in recent years to help inform the HAV vaccination policy.
Patients and methods

Study setting and population
This retrospective cohort study was conducted at 11 major designated hospitals for HIV care around Taiwan, where HIV care including combination antiretroviral therapy (cART) and monitoring of CD4 and plasma HIV RNA load (PVL) has been provided free-of-charge [29] . Between 1 June, 2012 and 31 May, 2016, all patients who were aged 18 years or greater and initiated cART were included in this study (2012-2016 cohort) . A case record form was used to collect information on the demographic and clinical characteristics of the patients at baseline and during follow-up, which included birth date, sex, route of HIV transmission, serologies of viral hepatitis and syphilis, CD4, and PVL. Patients were divided into four risk groups according to the routes of HIV transmission including MSM, IDUs, heterosexual contact, and unknown status. The study was approved by the Research Ethics Committee of National Tai HAV vaccination was not included in routine vaccination schedule for toddlers in Taiwan. Since 1995, HAV vaccination was only provided to children in 30 indigenous townships and 19 non-indigenous townships in order to control HAV infection in counties of high endemicities of HAV infection in Taiwan. However, the vaccination program covered only 2% of the total population in Taiwan. The study sites participating in this study did not include hospitals located in those townships that were covered by the HAV vaccination program. It was only until one year after the onset of the recent outbreak of acute hepatitis A that Taiwan Centers for Disease Control (CDC) started to implement free-of-charge 1-dose HAV vaccination program in October 2016 that aimed to target those testing negative for anti-HAV antibody who were aged 40 years or less, those who had close contacts with individuals receiving the diagnosis of acute hepatitis A, and those who had sexually transmitted infections.
A previous retrospective cohort study conducted at two designated hospitals for HIV care by Sun et al was compared to examine the evolution of HAV seroprevalence among HIV-positive patients in Taiwan [9] . The previous cohort study was performed 
Laboratory investigations
Testing for anti-HIV antibodies, Western blot for confirmation of HIV infection, CD4 count and PVL and antibodies for HBV and HCV were performed by each participating hospital with the use of certified diagnostic kits [29] . Data on baseline CD4 count and PVL, and baseline anti-HAV antibody, anti-HCV antibody, hepatitis B surface antigen (HBsAg), antihepatitis B surface antibody (anti-HBs antibody), anti-hepatitis B core antibody (anti-HBc antibody), and the rapid plasma reagin (RPR) for syphilis were collected locally at each participating hospital, which were then pooled and analyzed at the National Taiwan University Hospital, Taipei. HBV infection was defined as patients to have positive result of either HBsAg or anti-HBc antibody or both.
Statistical analysis
All statistical analyses were performed with the use of SPSS software version 20.0 (SPSS Inc., Chicago, IL, USA). Categorical variables were compared using the Chi-square or Fisher's exact test, whereas non-categorical variables were compared using the Mann-Whitney U-test. The variables with p-value <0.2 in univariate analysis were allowed to enter into multiple logistic regression model. A multiple logistic regression model was built to identify independent variables associated with anti-HAV seropositivity. All tests were two tailed and a p-value of <0.05 was considered significant.
Results
In the 2012-2016 cohort, a total of 2,860 HIV-positive patients were included for analysis, which included 2,229 (77.9%) MSM, 437 (15.3%) IDUs, 166 (5.8%) heterosexuals, and 28 (1.0%) others (Table 1) . MSM (mean age, 30.5 ± 7.7 years) were significantly younger than heterosexuals (40.0 ± 12.5 years) and IDUs (41.8 ± 7.7 years) (both comparisons, p<0.001). With regard to specific age groups, 54.9% of MSM were aged less than 30 years, while only 24.1% of heterosexuals and 2.8% of IDUs were aged less than 30 years (both comparisons, p<0.001). The overall HAV seroprevalence was 21.2% and the rate was significantly lower among MSM (16.7%) than heterosexuals (37.3%) and IDU (37.1%) (both comparisons, p<0.001). In our study, most of the included patients lived in northern Taiwan (70.4%), and the composition of risk groups for HIV infection, including MSM, heterosexuals and IDUs, was different across the different regions in Taiwan For co-infections with other viral hepatitis, MSM had statistically significantly lower seropositive rates of HBsAg (9.0%) and anti-HBc antibody (26.4%) than heterosexuals and IDUs, and higher percentages of positive anti-HBs antibodies than non-MSM groups (53.9% vs 47.7%, p = 0.053). In contrast, IDUs had the highest rate of HCV seropositivity (94.5%), compared with heterosexuals (12.0%) and MSM (3.5%) ( Table 1) .
In the univariate analysis (Table 2) , factors associated with anti-HAV positivity in the 2012-2016 cohort included an older age, female sex, higher PVL, residence in regions other than southern Taiwan, non-MSM, HBV infection as indicated by presence of either HBsAg, anti-HBc or both) and HCV infection (Table 2 , all p<0.05). No correlation was found between the results of anti-HBs antibody and RPR with anti-HAV positivity.
In the multivariate analysis (Table 2) , an older age (adjusted odds ratio [AOR], per 1-year increase, 1.13; 95% confidence interval [95% CI], 1.11-1.15) and HBV infection (AOR 1.40; 95% CI, 1.03-1.90) were independently associated with HAV seropositivity. On the other hand, residents in southern Taiwan were less likely to have positive anti-HAV antibody than those in northern Taiwan (AOR 0.49; 95% CI, 0.34-0.72). To explore the association between HAV seropositivity and HBV infection, we performed a subgroup analysis by dividing our cohort into two groups including the sexually-transmitted group (heterosexuals and MSMs) (S1 Table) and the percutaneous exposure (IDUs) group (S2 Table) . In the multivariate analysis, the statistically significant association between HAV and HBV infection was still noted in the sexually-transmitted group (AOR 1.38; 95% CI, 1.06-1.78), but not in the percutaneous exposure group (AOR 1.43; 95% CI, 0.62-3.30).
We further examined the impact of geographic region and risk group for HIV transmission on the HAV seroprevalence in different age groups. We found that patients in central Taiwan after the age of 40-45 years and those in northern Taiwan before the age of 30-35 years had higher HAV seroprevalence than the other two regions (Fig 1) . HAV seroprevalence among IDUs in central and southern Taiwan was 48.7% and 52.6%, respectively, which was significantly higher than that of northern Taiwan (29.7%). Heterosexuals in central Taiwan had higher HAV seroprevalence (55.2%) than those in northern Taiwan (34.7%) and southern Taiwan (32.3%). Conversely, MSM in northern Taiwan (19.6%) had the highest HAV seroprevalence followed by those in central Taiwan (12.3%) and those in southern Taiwan (7.2%). The higher HAV seroprevalence in the young cohort in northern Taiwan was attributed to higher (Fig 3) . Different from the findings in the 2004-2007 cohort [9] , young MSM was the most at-risk population for HAV infection in the recent outbreak in Taiwan. Comparing the HAV seroprevalence by year of birth may provide a more precise description of the cohort effect (Table 3) (Table 3) .
Discussion
The present study demonstrated the evolution of HAV seroprevalence due to cohort effect related to the changes of HIV epidemiology in Taiwan. There were two diverse trends of HAV seroprevalence between specific age groups of HIV-positive patients in Taiwan. We observed a parallel decline of HAV seropositivity in each age-matched group older than 25 years between the two cohorts with an interval of 8 years (Fig 2) . However, in the young cohort (less than 25 years) mainly consisting of MSM, HAV seroprevalence increased than before. The findings may demonstrate the impact of the changing HIV epidemiology on HAV seroepidemiology in Taiwan in recent years [23, 24] , when the average age of individuals acquiring HIV has been decreasing and MSM account for the majority of the patients newly diagnosed with HIV infection.
Taiwan used to be endemic for HAV infection before 1980s [30] . HAV seroprevalence was 81.3% in the age group 20 to 24 years in 1979 in Taipei area and nearly 100% among subjects in southern Taiwan in 1981 [19] [20] [21] . With the improvement of sanitation, people born after 1982 had significant declines of HAV seroprevalence [30] ; only 0.96% (2/209) among individuals born between 1984 and 1985 tested positive for anti-HAV antibodies in the adolescents [31] . The cohort effect was also observed in the HIV-positive patients. In this study, we found that the age of 50% HAV seropositivity among HIV-positive patients had shifted from 35-40 years to 45-50 years between the two cohorts with 8 years apart (Fig 2) . The decreasing immunity against HAV has created a huge number of susceptible host to acquisition of HAV, especially in the young cohort. As a result, the surveillance data from Taiwan CDC revealed that the majority of the HIV-positive patients acquiring acute hepatitis A in the recent outbreak since June 2015 were men aged between 18 and 39 years who contracted HIV through unsafe sex [32] . Although HAV infection is a vaccine-preventable disease, cases of acute hepatitis A continue to occur worldwide because of low awareness of and adherence to HAV vaccination [27, 33] . A recent outbreak of acute hepatitis A in the Netherlands between July 2016 and February 2017 was linked to an international event to celebrate equality rights of the lesbian, gay, bisexual and transgender community called "EuroPride" that took place in Amsterdam in 2016 [17] . According to the phylogenic analysis of HAV sequencing, the EuroPride strain RIV-M-HAV16-090 was 99.57% identical to the previous strain submitted by Japan in 2001 and the strain responsible for the recent outbreak of acute hepatitis A in Taiwan [34, 35] . In addition, the strain also caused several HAV outbreaks in the United Kingdom, Germany, Italy, and Spain since late 2016. The worldwide outbreaks have two features in common: all of the affected countries were of low endemicity for HAV infection, and most of the patients in the outbreaks were young MSM [16] [17] [18] . The international travel and unprotected sexual contacts among MSM populations, including oral-anal sex or digital-anal sex, might have played an important role in the transmission of HAV.
In our 2012-2016 cohort, the association between injecting drug use and higher HAV prevalence was no longer observed. In Taiwan [9] ; moreover, the HAV seroprevalence among IDUs also decreased from 62.0% to 37.1% despite the average age increased from 35.7 years to 41.8 years. We postulate that the harm reduction program that included expanded access to counseling, screening, clean needles and syringes, and methadone maintenance treatment [25] might have not only changed the HIV epidemiology but decreased HAV transmission among IDUs in Taiwan.
An association between HBV and HAV infection was noted among MSM and heterosexuals, but not IDUs in our multivariate analysis. In previous studies on MSM, several factors such as the number of sexual partners, group sex, oral-anal and digital-rectal intercourse were associated with both HAV and HBV infection [6, 37] . The findings in our subgroup analysis also suggested the intimate contact such as sex exposure may increase both of the risks of HAV and HBV transmission. While the factors such as poor personal hygiene, oral ingestion of faecally-contaminated drugs and parenteral transmission have been identified to facilitate HAV transmission among IDUs [38] , HBV and HCV have higher infectivity through parenteral routes than HAV. Most of our IDUs were born in the era without vaccination coverage [9, 37] and the rate of HBV infection had been high regardless of the positive result of anti-HAV antibody (50.0%) or not (46.0%). Similar to previous study, as high as 94.5% of IDUs had HCV infection in out cohort [9] . The high infection rates of HBV and HCV infection among the IDUs may preclude us from identifying the association between HAV seropositivity and HCV or HBV infection.
HAV vaccination is the most effective strategy in preventing HAV infection [39, 40] . Many countries including Israel, U.S.A., Argentina and Chile have introduced universal HAV vaccination in routine childhood immunizations and have achieved great reduction of HAV infection in the general population [41] [42] [43] [44] . Besides, the cost-effective analysis for universal childhood HAV vaccination also demonstrated both health and economic benefits [45] [46] [47] . The previous vaccination policy in Taiwan covered only 2% of the total population, however [48] . Given the fact that a mathematical model suggested an immune threshold of 70% to prevent HAV outbreaks [49] , Taiwan is at high risk of outbreaks of acute HAV infection because of increasing numbers of susceptible hosts and frequency of international travel. The adherence to recommendations of HAV vaccination was low among the HIV-positive MSM in recent surveys [27, 28] , and implementation of nationwide HAV vaccination program is urgently needed to control and prevent the HAV outbreaks.
There are several limitations of our study. First, the included patients came from different areas in these two cohorts used to examine the evolution of HAV seroprevalence. The present 2012-2016 cohort included HIV-positive patients from 11 designated hospitals for HIV care around Taiwan while the previous 2004-2007 cohort included patients from only two hospitals located in northern and central Taiwan. To minimize the interference of geographic variation on the HAV seroprevalence, we performed a sensitivity analysis by comparing only patients from northern and central Taiwan. The evolution of HAV seroprevalence was still noted (S7 Fig) . Second, the information on personal hygiene, living environment, socioeconomic status, sexual behaviors, and illicit drug-taking behavior was lacking in our study. Those factors may confound the findings of changing HAV prevalence. Third, we were not able to collect the history of HAV vaccination in this retrospective study. Some of our patients might have been vaccinated and presence of anti-HAV antibody could not be used to differentiate natural infection from vaccination, though a recent survey suggested that the rate of HAV vaccination was low before the recent outbreak of acute hepatitis A among MSM in Taiwan [27] .
In conclusion, the HAV seroepidemiology in HIV-positive patients is changing in Taiwan 
